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Sir: 

Applicant provides herewith documents cited (previously not considered) in the European 
Patent Office. 

The application before the U.S. Patent Office describes and claims a kit for measuring 
loss of vitamin D binding proteins into urine by assaying for the ability of a sample of urine to 
bind labeled 2 5 -hydroxy vitamin D3. The loss of vitamin D binding proteins into urine is an 
indicator of salt-sensitivity. 

General consideration of documents cited: 

The kits cited in the patent contain either an antibody to 25-hydroxyvitamin D (25-ODH) 
or vitamin D binding proteins (DBP) and are designed to measure the concentration of vitamin 
D metabolites in the sample (most often plasma or serum) to compare with radio labeled 25 
hydroxyvitamin D 3 for binding of the DBP or the antibody that is supplied. 

Data from the laboratory of the inventor indicate that plasma 25 OHD concentrations 
reflect vitamin D intake and can not, therefore, be used as a marker for salt-sensitivity. 

US 5202266 A (Nakagawa Nobuaki, et al) discloses a radioimmunoassay designed to measure 
25 hydroxyvitamin D 3 in a sample. The procedure uses iodine-labeled 25 hydroxyvitamin D 3 in 
advance over the previously used tritium-labeled 25-hydroxyvitamin D 3 in previous assays. Also 
included is a protein antibody against 25 hydroxyvitamin D (25-OHD). The 25 OHD in the 
sample (plasma, for example) competes against the iodine-labeled 25 hydroxyvitamin D 3 for 



binding the antibody. Antibody bound iodine labeled 25-hydorxyvitamin D3 for binding to the 
antibody. Antibody bound iodine-labeled 25-hydroxyvitain D 3 is measured. The greater amount 
of 25-OHD in the sample, the less antibody bound iodine-labeled 25 -hydroxy vitamiin D 3 is 
measured. This invention has nothing related to prediction of salt sensitivity. 

WP 99/67211 A to Biomedica GMBH discloses an enzyme-linked immunosorbent assay 
(ELISA) utilizes biotin-streptavidin labeled vitamin D binding protein (DBP) and a peroxidase- 
containing secondary antibody against DBP to measure 25-ODH and 1,25-dihodroxyvitamin D 
in a sample. The vitamin D metabolites bind to the DBP and, in a second step, the anti-DBP of 
the current application and has no use for evaluating salt sensitivity. 

WO 02/46746 A to Immunodiagnostic Systems LTD discloses a method for measuring vitamin 
D metabolites in plasma or serum samples that first utilizes a non-competitive displacement 
agent to separate vitamin D metabolites from the proteins to which they are bound. This method 
eliminates the need for extraction of the sample with organic solvents. The vitamin D 
metabolites in the samples can then be assayed by use of binding proteins (DBP or albumin), as 
specific antibody, or ELISA. 

J. Steroid Biochem Mol. Biol 1998;66:255-261 of Thierry-Palmer, et al. discloses, at page 256, 
column 2 the methods described for measuring vitamin D metabolites in plasma samples. At 
page 260, column 2 it is suggested that low plasma 25-OHD concentration might serve as a 
marker for salt-induced hypertension. Unpublished data in the laboratory has indicated that 
plasma 25-OHD concentrations reflect vitamin D intake and can not, therefore, be used as an 
indication of salt-sensitivity. 

Clin. Exp. Pharmacol Physiol 200;27:378-83 of Wu, et al suggests a correlation between 
severity of hypertension and urinary calcium loss and reports markedly lower plasma 25-OH7D 
concentrations in salt-sensitive rats when compared with salt-resistant rats. They indicate (page 
381, column 3, paragraph 3, lines 7-9) that the cause for the salt-induced decrease in plasma 25- 
OHD in salt-sensitive rats "is not known". 



J Nutr 2003;133:187-190 of Thierry-Palmer, et al, teaches that Dahl salt-sensitive rats excrete 
25-hydroxyvitamin D into the urine. The authors of this paper are listed as inventors of the 
application under consideration. This paper was published after submission of the provisional 
application from which the instant application takes priority. 

WO 02/057797 A of Quest Diagnostics provides kits designed to measure vitamin D metabolites 
The kits containing a releasing agent to remove vitamin D metabolites from protein in plasma or 
serum, thus eliminating the need to purify vitamin D metabolites and DBP for a specific antibody 
for detection of the released vitamin D metabolites. The invention does not address a means for 
measuring salt sensitivity. 

In conclusion, the art cited in the European Patent Office either is not (by reason of 
effective date) an appropriate reference against the claims of the invention or does not address 
the methods and kits of the invention claimed in the application under consideration. 

If any fees are required in payment for this disclosure, the commissioner is authorized to 
debit Deposit Account 08-1 652 in any additional amounts required to fully pay all fees. 
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